ABSTRACT
INTRODUCTION

Monitoring of prophage induction and phage lytic development
Overnight cultures of relevant E. coli lysogenic strains were diluted 1:100 in 50 ml 144 fresh LB or minimal medium and cultured with shaking at 37 o C until A 600 reached 0.1. Then 145 the culture was treated with either mitomycin C (1 µg/ml) or hydrogen peroxide (1µM) as an 146 induction agent, and in addition, serine hydroxamate (SHX) (0.5 mg/ml) or PEITC (at 147 indicated concentrations) were added at this time point. Samples (0.5 ml) were withdrawn 148 every 30 min, 30 ml of chloroform were added to each sample, and the mixture was vortexed 149 and centrifuged for 5 min (5000 x g). Supernatants were diluted in TM buffer (10 mM Tris,
150
10 mM MgSO 4 , pH 7.2) and 100 µl of each dilution were mixed with 0.5 ml of a culture of 151 the indicator strain. Then, 2 ml of a prewarmed (to 45 o C) top nutrient agar were added to each 152 mixture which was poured on LB agar plate supplemented with 2.5 μg/ml chloramphenicol,
153
according to a previously published procedure (37 and then transferred immediately to ice-cold 10% trichloracetic acid (TCA) for 10 min.
163
Following sequential washing in 5% TCA and twice in 96% ethanol, the filters were dried and 164 radioactivity was measured in a scintillation counter MicroBeta (PerkinElmer, Wallac).
Results (expressed in cpm) from three independent experiments were normalized to bacterial 166 culture density (A 600 ) and presented as mean values with SD.
168
Determination of bacterial growth inhibition 169 The minimal inhibitory concentration (MIC) test was performed by the broth 
Estimation of levels of ppGpp and pppGpp
178
(p)ppGpp levels were measured as previously described, with minor modifications 179 (38). Briefly, bacteria were grown overnight in minimal MOPS medium, then washed and 180 resuspended in low phosphate (0.4 mM) MOPS labeling medium at A 600 0.02. Cultures were 181 grown until they reached A 600 of 0.2 and diluted again (1:10) in the same medium.
182
[ 32 P]orthophosphoric acid was added to 150 µCi/mL, and then bacteria were cultured for at buffer, and analyzed in Phosphoimager (Typhoon, GE Healthcare). The spots corresponding 189 to ppGpp and pppGpp were identified according to previously reported characteristics (38, 41) 190 which is also confirmed by a low intensity or absence of these spots in samples from non-
191
starved bacteria, and their complete lack in samples from relA or relA spoT mutants. 
RESULTS
237
Inhibition of E. coli growth and Shiga toxin-converting bacteriophage lytic development 238 by PEITC 239 We found that PEITC inhibits growth of E. coli, including the strain bearing a 240 derivative of one of the best investigated Shiga toxin-converting prophage, 933W (Fig. 1) .
241
This inhibition revealed a dose-response correlation, with complete halting of the bacterial 242 culture growth in LB medium at 0.1 mM concentration of this isothiocyanate. Moreover, we
243
found that PEITC effectively inhibited the growth of several clinical EHEC isolates (Table 2) .
244
Then, we tested effects of PEITC on Shiga toxin-converting prophage induction and indicating that DNA replication elongation is not affected (Fig. 3D , E, F). Such a phenotype,
274
in combination with the RNA synthesis inhibition profile (Fig. 3 A, accumulation of ppGpp, and its precursor, pppGpp (guanosine pentaphosphate), almost as (Fig. 4) . This effect was abolished by the relA mutation (Fig. 4) of A 600 of the culture). We found that some amino acids could considerably decrease 293 sensitivity of the tested E. coli strain to PEITC, with glycine and arginine being the most 294 effective ones (Table 4 ). Thus, we tested whether these amino acids can restore the PEITC- routinely used in such tests (45)). Therefore, we tested whether PEITC can alleviate toxicity In the light of this controversy, it is worth mentioning that a common mechanism for development is highly desirable.
397
In this report we demonstrate that PEITC can severely impair both STEC growth and Fig. S3 ).
406
Three lines of evidence led to conclusion that PEITC affects E. coli growth, in a minimal medium supplemented with 20 mM amino acid.
